Abstract Metastatic breast cancer cells are exposed to stress of detachment from the extracellular matrix (ECM). Cultured breast cancer cells that survive this stress and are capable of anchorage-independent proliferation form mammospheres. The purpose of this study was to explore a link between mammosphere growth, ECM gene expression, and the protein quality control system in the endoplasmic reticulum (ER). We compared the mRNA and protein levels of ER folding factors in SUM159PT and MCF10DCIS.com breast cancer cells grown as mammospheres versus adherent conditions. Publicly available gene expression data for mammospheres formed by primary breast cancer cells and for circulating tumor cells (CTCs) were analyzed to assess the status of ECM/ER folding factor genes in clinically relevant samples. Knock-down of selected protein disulfide isomerase (PDI) family members was performed to examine their roles in SUM159PT mammosphere growth. We found that cells grown as mammospheres had elevated expression of ECM genes and ER folding quality control genes. CTC gene expression data for an index patient indicated that upregulation of ECM and ER folding factor genes occurred at the time of acquired therapy resistance and disease progression. Knock-down of PDI, ERp44, or ERp57, three members of the PDI family with elevated protein levels in mammospheres, in SUM159PT cells partially inhibited the mammosphere growth. Thus, breast cancer cell survival and growth under detachment conditions require enhanced assistance of the ER protein folding machinery. Targeting ER folding factors, in particular members of the PDI family, may improve the therapeutic outcomes in metastatic breast cancer.
Introduction
Metastatic breast cancer is initiated by circulating tumor cells (CTCs) that originate from the primary tumor and spread in the body through the blood circulatory system [1, 2] . Early detection and potential targeting of CTCs are of great importance in the effective treatment of metastatic breast cancer [3] [4] [5] . CTCs exist as single cells with increased features of epithelial-to-mesenchymal transition (EMT) or as small clusters of 2-50 cells with partial EMT [6, 7] . CTCs are detached from the extracellular matrix (ECM) and, in the case of non-clustered CTCs, they are also devoid of cell-cell interactions typical for epithelial cells. Loss of cell-ECM or cell-cell interactions among a majority of cancer cells induces anoikis, a form of apoptotic cell death [8] [9] [10] . To acquire a metastatic potential, CTCs must develop resistance to anoikis [11] [12] [13] . The adaptive processes that help CTCs evade anoikis include EMT [14, 15] , metabolic changes and antioxidant activity [16] [17] [18] , activation of receptor tyrosine kinases [19] [20] [21] [22] , activation of the NF-jB pathway [23, 24] , activation of YAP/TAZ transcription coactivators [25, 26] , or increased autophagy [27] [28] [29] [30] .
ECM is a key component of the local tumor microenvironment and has a major impact on each of the classical hallmarks of cancer [31, 32] . Since ECM deprivation is the primary trigger of anoikis, stimulated secretion of ECM protein components by detached cells, followed by engagement of their integrin receptors should provide prosurvival signals and promote anchorage-independent growth. However, whether increased expression of ECM genes is a general feature of anoikis-resistant breast cancer cells is currently unknown. Also, a specific role of the secretory protein folding machinery during anchorage-independent growth of breast cancer cells has not been established.
Efficient folding of secreted proteins within the endoplasmic reticulum (ER) depends on the function of a complex protein folding machinery that consists of three classes of proteins: molecular chaperones (e.g., the HSP70-class chaperones BiP and GRP-170, and the HSP90-class chaperone GRP-94), foldases (e.g., disulfide isomerases PDI, ERp57, ERp72, and ERp44), and lectins (e.g., calreticulin and calnexin) [33, 34] . ER stress associated with the accumulation of misfolded proteins leads to activation of the unfolded protein response (UPR), which comprises three parallel signaling pathways: PERK, IRE1, and ATF6 [34] . In solid tumors, including breast cancers, an altered metabolism, hypoxic conditions, or signals from the tumor microenvironment, have been shown to induce ER stress, activate the UPR, and lead to increased expression of the ER chaperones [35] [36] [37] [38] . Significantly less is known about the status of the UPR and the role of the ER folding machinery during the stage of cancer dissemination via CTCs and the detachment from ECM.
In this study, we found that breast cancer cells grown as mammospheres had elevated expression of a number of ECM genes and ER folding quality control genes. Analysis of a publicly available gene expression data for CTCs in an index patient revealed that upregulation of ECM genes, as well as genes encoding ER folding factors, but not cytoplasmic chaperones, occurred at the time of acquired therapy resistance and disease progression. Despite the elevated expression of ECM and ER folding quality genes during anchorage-independent growth, we did not detect a robust activation of UPR, as only the PERK branch of the UPR, but not IRE1 or ATF6, was activated in mammospheres. An inducible knock-down of PDI, ERp44, or ERp57, three different members of the protein disulfide isomerase family, resulted in reduced mammosphere formation by SUM159PT cells. Collectively, these results suggest that the anchorage-independent growth of breast cancer cells in vitro and anoikis resistance of CTCs in vivo may be associated with an increased flux of secretory proteins through the ER and require an enhanced assistance of the ER folding machinery.
Methods

Data mining
mRNA expression data for ECM and ER quality control genes in attached cells and mammospheres formed by primary tumor cells, described in [39] , were retrieved from Gene Expression Omnibus (GEO) using the accession number GSE7515. mRNA levels of ECM genes and chaperones in CTCs from a breast cancer patient, described in [6] , were retrieved from GEO using the accession number GSE41245.
Additional methods are described in Electronic Supplementary Material.
Results
To investigate the significance of the ECM and ER protein folding machinery during anchorage-independent growth of breast cancer cells, we compared expression levels of several representative ECM genes, ER chaperones, PDI family members, and lectins in cells grown under two different conditions: without cell-ECM or cell-cell interactions and under normal adherent conditions. For the former conditions, single-cell suspensions were plated into ultra-low attachment plates and were incubated in serum-free media (to eliminate the effect of ECM proteins present in the serum). The media were supplemented with essential growth factors and methylcellulose (to prevent cell aggregation). Under these conditions, cells that are anoikis-resistant and survive the initial stress associated with depletion of ECM and cellcell contacts may proliferate and, over the course of 8-12 days, form mammospheres. Typical mammospheres are composed of *100-200 cells and reach *50-100 lm in size [40] . For adherent conditions, cells were plated in tissue culture-treated plates and were incubated with full media containing serum. We utilized two different breast cancer cell lines, SUM159PT and MCF10DCIS.com. The SUM159PT cell line was originally developed from a primary tumor in a patient with estrogen receptor-negative, progesterone receptor-negative, and HER2-negative anaplastic carcinoma of the breast [41] . SUM159PT cells are highly invasive and tumorigenic [42] . The MCF10DCIS.-com cell line was derived from a tumor originating from xenografting premalignant MCF10AT cells into severe combined immunodeficient mice [43] . MCF10DCIS.com cells are estrogen receptor/progesterone receptor/HER2-negative, and they form comedo-type ductal carcinoma in situ after injection into mouse mammary glands [42] . Both SUM159PT cells and MCF10DCIS.com cells form mammospheres with a relatively high efficiency ( Fig. 1a ; [44] ).
First, using qRT-PCR, we determined that expression levels of several ECM genes: collagen alpha-1(III) chain (COL3A1), collagen alpha-2(VI) chain (COL6A2), laminin subunit b-1 (LAMB1), and fibronectin (FN1) were *5-1,600-fold higher in mammospheres than in adherent SUM159PT and MCF10DCIS.com cells (Fig. 1b) , although the extent of upregulation of the ECM transcripts differed between the two cell lines. Second, our analysis of a publicly available gene expression dataset obtained for primary cells isolated from breast tumors (GSE7515, available at http://www.ncbi.nlm.nih.gov/geo/) [39] revealed that expression of COL3A1, COL6A2, LAMB1, and FN1 (Fig. 1c) and many other ECM genes (Supplementary Table 3 ) was significantly higher in mammospheres grown in suspension than in bulk tumors. Among 87 genes encoding collagens, common glycoproteins, and proteoglycans [45] that were differentially expressed between mammospheres and adherent conditions, expression of 57 genes was significantly upregulated in mammospheres (Supplementary Table 3 ). These results suggested that an increased expression of ECM genes might be a general feature of breast cancer cells grown as mammospheres, which in turn might lead to an increased demand for upregulation of the ER folding machinery.
To begin testing this hypothesis, we compared expression levels of selected ER chaperones and folding factors in cells grown as mammospheres versus adherent conditions. The investigated ER chaperones included BiP, GRP-94, and GRP-170; the foldase/PDI family was represented by PDI, ERp44, ERp57, and ERp72; and the tested lectins were calnexin and calreticulin. Using qRT-PCR, we determined that mRNA levels of PDI, ERp44, and ERp57 were significantly higher in mammospheres than in adherent SUM159PT and MCF10DCIS.com cells (Fig. 1d ). In the lectin family, Calnexin mRNA was significantly higher in mammospheres than in adherent SUM159PT cells, but this effect was not replicated in MCF10DCIS.com cells. Among molecular chaperones, GRP-94 mRNA was elevated in mammospheres formed by MCF10DCIS.com cells, but not in SUM159PT cells. Furthermore, mRNA expression levels of several ER folding factors were significantly elevated in mammospheres formed by primary breast cancer cells, as compared to bulk tumors ( Fig. 1e) [39] .
To extend our in vitro analysis into breast tumors in vivo and to determine whether our findings might have a translational relevance, we examined a publicly available dataset containing gene expression profiles of CTCs from an index breast cancer patient undergoing anti-cancer treatment (GSE41245, available at http://www.ncbi.nlm. nih.gov/geo/) [6] . This patient was diagnosed with estrogen receptor-positive/progesterone receptor-positive lobular carcinoma and was treated for 7 months with inhibitors targeting phosphatidylinositol 3-kinase (PI3K) and MAP kinase kinase (MEK). Initially, the patient responded well to the treatment regimen. Three serial blood specimens were obtained during this time period, CTCs were captured from blood using a microfluidic chip, and RNA sequencing (RNA-seq) was performed to analyze the global gene expression during this initial treatment (Fig. 1f , columns 1-3, designated as ''R''). After 7 months, the patient showed disease progression (Fig. 1f , column 4, ''P''), which was accompanied by an increase in CTCs and the appearance of multicellular CTC clusters. After the treatment regimen was switched to adriamycin chemotherapy, the patient showed a transient response (Fig. 1f , column 5, ''R''). Blood samples from 10 healthy donors were used as controls (Fig. 1f , columns 6-15).
As noted previously [6] , the expression levels of many ECM genes, including COL3A1, COL6A2, LAMB1, and FN1, were strongly upregulated in CTCs at the time of disease progression and an acquired resistance to PI3K-and MEK-targeted therapy (Fig. 1f) . Strikingly, the expression levels of several ER folding factors, including ERp57 (gene name PDIA3), PDI (P4HB), BiP (HSPA5), GRP-94 (HSP90B1), and GRP-170 (HYOU1) also surged at the same time point (Fig. 1f) . In contrast, the expression levels of cytoplasmic chaperones such as HSP70 (HSPA1A and HSPA1B), HSP90 (HSP90AA1), and HSP110 (HSPH1) did not increase during the time of disease progression (Fig. 1f) . These data underscore essential differences between the expression patterns of the ER protein folding factors versus those in the cytoplasm in CTCs, corroborate our results obtained for mammospheres, and highlight an important role of the ER folding machinery in CTCs during breast cancer progression.
Importantly, a trend of increased expression of the ER folding machinery during anchorage-independent growth of breast cancer cells was also detected at the protein level. We observed that the abundance of PDI, ERp44, ERp57, calnexin, and calreticulin was higher in mammospheres than in adherent cells for both cell lines (Fig. 2) . We concluded that the members of the ER folding machinery that were the most consistently upregulated at both the mRNA and protein levels upon the anchorage-independent growth of SUM159PT and MCF10DCIS.com cells were PDI, ERp44, and ERp57, and these three proteins became the focus of our subsequent investigations.
We asked whether elevated mRNA and protein levels of PDI, ERp44, and ERp57 might be associated with the activation of the UPR in mammospheres. Using Western blot analysis of total cell lysates, we observed that the mobility of PERK was reduced in lysates prepared from SUM159PT or MCF10DCIS.com mammospheres, as compared to adherent cells (Fig. 3a) , suggesting that PERK might have been phosphorylated and activated during anchorage-independent growth. Moreover, Western blot analysis of phosphorylated eIF2a, a downstream effector of PERK, revealed an increase of p-eIF2a in mammospheres versus adherent cells in both SUM159PT and MCF10DCIS.com cell lines (Fig. 3a) . In contrast, we did not detect XBP1 mRNA splicing (a downstream effector of IRE1; Fig. 3b ) or activation of an ATF6 reporter (Fig. 3c ) in mammospheres. Both XBP1 mRNA splicing and the ATF6 reporter were strongly upregulated by tunicamycin, a well-known UPR inducer, validating our assays (Fig. 3b,  c) . These results indicated a lack of robust UPR during anchorage-independent growth of SUM159PT and MCF10DCIS.com cells.
Next, we asked whether PDI, ERp44, and ERp57 might actively support the anchorage-independent cell growth and mammosphere formation. We established a stable knockdown of PDI, ERp44, or ERp57 in SUM159PT cells using a doxycycline-inducible TRIPZ lentiviral shRNA vector [46] . This vector produces tightly regulated induction of shRNA expression together with turbo red fluorescent protein (tRFP) in the presence of doxycycline (Fig. 4a) . SUM159PT cells stably transduced with the vector containing one of two different shRNAs (#1 and #2) targeting PDI, ERp44, or ERp57, or a non-targeting shControl, were selected with puromycin. Upon treatment of cells for 4 days with 1 lg/ml of doxycycline, the levels of PDI, ERp44, or ERp57 were reduced by at least 90 % in adherent SUM159PT cells (Fig. 4b) . Induction of shRNA expression in mammospheres could be readily monitored by visualizing the induction of tRFP (Fig. 4c, Supplementary Fig. 1 ). Western blotting confirmed that PDI, ERp44, and ERp57 knock-downs were maintained in SUM159PT cells grown as mammospheres (Fig. 4d) . Importantly, a loss of expression of any one of these three members of the PDI family was not compensated for by an increased expression of the other two investigated family members (Fig. 4d) . We determined that PDI, ERp44, or ERp57 knock-down did not have significant effects on the growth of SUM159PT cells under adherent conditions (Fig. 5a) . However, in contrast to adherent cells, the established knock-downs significantly impaired the growth of SUM159PT mammospheres. The total volume of mammospheres formed by shPDI, shERp44, or shERp57 cells after 10 days of culture in the presence of doxycycline was significantly lower than the volume of mammospheres formed by the same cells in the absence of doxycycline (Fig. 5b) . Doxycycline treatment did not affect the volume of mammospheres formed by shControl cells. In our calculations, we included all spheres with diameter [15 lm. This size cut-off was lower than typically used during mammosphere counting (50 lm, [47] ) to account for a broad range of spheres, containing both rapidly and slowly proliferating cells.
We next determined whether the reduction in total mammosphere volumes after PDI, ERp44, or ERp57 knock-down was due to a decreased likelihood of sphere formation (i.e., mammosphere numbers) or to a slower sphere growth (i.e., mammosphere size). First, we observed that while the total numbers of mammospheres were not significantly changed after shPDI, shERp44, or shERp57 knock-down, there was a statistically significant decrease in the numbers of large spheres ([50 lm) formed by shPDI, shERp44, or shERp57 cells in the presence of doxycycline (Fig. 6a) . Second, when shRNA-expressing, doxycycline-treated mammospheres were directly visualized by tRFP fluorescence, the mean diameter of shPDI-, shERp44-, or shERp57-expressing spheres was significantly lower than the mean diameter of shControl spheres, indicating an impact on the growth of these spheres (Fig. 6b) . Altogether these results suggest that the three tested PDI family members do not impact the formation of mammospheres, but they play important roles in promoting anchorage-independent growth of SUM159PT cells.
Discussion
The propensity for anchorage-independent growth is a common feature of transformed cells in solid tumors. Anchorage-independent growth requires that cells not only survive under detachment conditions, but that they also actively proliferate under the stress associated with matrix deprivation. The mammosphere assay, which measures anchorage-independent proliferation at clonal cell densities in serum-free media in the presence of well-defined growth factors, is well suited for evaluating the capacity of cells to survive and divide without exogenous ECM support. Mammosphere formation has been also associated with the presence of mammary stem cells and cancer stem-like cells, as these cell populations have increased anoikis resistance [40] . Our results obtained for two different breast cancer cell lines, as well as the results obtained by others for primary breast tumor cells [39] , indicate that mammosphere formation and growth are associated with upregulation of ECM gene expression, and this effect correlates with an increased expression of several ER folding factors, in particular those from the PDI family (see Figs. 1d, e, 2) .
The human PDI family consists of more than 20 members, which differ in the domain arrangement and their b The status of the IRE1 branch of the UPR was evaluated by measuring the extent of splicing of XBP1 mRNA by semi-quantitative PCR. ''u XBP1'' and ''s XBP1'' indicate the un-spliced and spliced forms of XBP1 mRNA, respectively. c The status of the ATF6 branch of the UPR was probed using an ATF6 reporter. Cells were cotransfected with ATF6-firefly luciferase reporter and control Renilla luciferase plasmids, and the relative luciferase activity was determined using a dual luciferase assay. Tunicamycin (Tun) was used as a positive control for the ER stress-mediated activation of IRE1 and ATF6. Mammospheres were grown for 10 days in experiments shown in a and b, and for 3 days in c abilities to oxidize, reduce, or isomerize disulfide bonds in proteins [33, 48] . While there is a large degree of functional redundancy between PDIs, some family members play more specialized functions [49] [50] [51] [52] . Our results indicate that among the oxidoreductases, PDI, ERp44, and ERp57 are consistently elevated in mammospheres, suggesting a broad but specialized activation of the PDI family during anchorage-independent growth of breast cancer cells. Furthermore, downregulation of expression of PDI, ERp44, or ERp57 in SUM159PT cells partially inhibits mammosphere growth (see Figs. 5, 6 ), suggesting that each of these PDI family members plays an important and nonredundant role during anchorage-independent cell proliferation.
What mechanisms are responsible for the observed elevated levels of selected ER folding factors during 0 and shERp57/shPDI/shERp44 micro-RNA-30 adapted shRNA targeting ERp57/PDI/ERp44, Ubc human ubiquitin C promoter, rtTA3 reverse tetracycline-transactivator 3, IRES internal ribosomal entry site, Puro puromycin resistance gene, 3 0 -LTR 3 0 -long terminal repeat. b PDI, ERp44, or ERp57 knock-down in adherent SUM159PT cells. Cells were stably transduced with two different shRNA constructs targeting PDI, ERp44, or ERp57, or with shControl. Cells were incubated for 4 days without or with 1 lg/ml doxycycline (Dox), and the levels of indicated proteins in total cell lysates were evaluated by Western blotting; tubulin is a gel-loading control. c Monitoring doxycycline-inducible shRNA expression in mammospheres based on the RFP fluorescence. SUM159PT-shControl cells were pre-incubated for 4 days without or with doxycycline and were further grown for 10 days in mammosphere media in the absence or presence of doxycycline. Representative phase contrast and fluorescent images are shown. Analogous levels of RFP fluorescence were obtained for shPDI, shERp44, or shERp57-expressing cells (see Supplementary Fig. 1 1d, e, 2)? One possible explanation might be that an increased secretion of ECM proteins leads to ER stress, activation of the UPR, and transcriptional upregulation of ER folding factors. However, this scenario is not readily reconciled with our data, which indicate that only the PERK branch of the UPR, but not IRE1 or ATF6, was activated in mammospheres (see Fig. 3 ). Previous studies demonstrated that ATF6 and/or IRE1, but not PERK alone play a critical role in the induction of major ER chaperones during the UPR [53] [54] [55] . Thus, the lack of IRE1 or ATF6 activation (see Fig. 3 ) argues against a robust UPR in mammospheres and cannot account for the observed increased mRNA and protein levels shown in Figs. 1d, 2. Another explanation for the elevated mRNA and protein levels of selected ER folding factors in mammospheres might be a gradual selection of cells with high expression levels of those genes during anchorage-independent growth. Such cells would have a selective advantage in responding to dramatically increased demands for efficient folding of ECM proteins and an increased likelihood of survival.
EMT is a key regulator of breast tumor progression, as it promotes anoikis resistance, expansion of cancer stem cell subpopulations, metastatic potential, drug resistance, and disease recurrence [14, [56] [57] [58] [59] . The EMT gene signature of human mammary epithelial cells (HMLE) partially overlaps with the ECM signature [60] , and the hallmark EMT gene set at MolSigDB (http://www.broadinstitute.org/gsea/ msigdb/) contains many genes of secreted proteins. Not surprisingly, a recent study demonstrated that HMLE cells Fig. 5 The effect of PDI, ERp44, or ERp57 knock-down on cell growth under adherent versus mammosphere conditions. a PDI, ERp44, or ERp57 knock-down does not have a significant effect on the growth rate of adherent cells. SUM159PT cells stably transduced with two different shRNA constructs targeting PDI, ERp44, or ERp57, or with a construct harboring a non-targeting shRNA (shControl) were seeded into 96-well plates at the density of 3000 cells/well and incubated under adherent conditions in the absence or presence of 1 lg/ml doxycycline (Dox). Cell viability at the indicated times was measured using the CellTiter Glo assay. The results (arbitrary units, a.u.) are shown as means from three determinations, ±S.E.M. b PDI, ERp44, or ERp57 knock-down reduces the growth of cells under mammosphere conditions. Each cell type was seeded into 4 wells of a 24-well plate. After 10 days, spheres were visualized by phase contrast imaging, counted using ImageJ, and the total sphere volume was estimated as described in ''Methods'' section. The results are shown as mean values obtained from three independent experiments. *P \ 0.05 induced to undergo EMT synthesize and secrete large quantities of ECM proteins [61] . Consistent with their increased secretory output and a higher ER load, HMLE-EMT cells were more sensitive to perturbations of the ER function. For example, downregulation of BiP expression, a major ER chaperone of the HSP70 family, in HMLE-EMT, but not the parental cells, decreased cell survival and caused a significant reduction of cell growth [61] .
Our results suggest that the functions of PDIs, and possibly other components of the ER quality control system, in detached cells extend beyond their role in supporting the secretory phenotype of EMT. Firstly, the two breast cancer lines used in our study, MCF10DCIS.com and SUM159PT, are of the basal/claudin-low subtype [62, 63] and they already express phenotypic and molecular features associated with EMT. Yet, these cells further upregulate expression (or select for elevated expression) of ER folding factors upon anchorage-independent growth. Secondly, a knock-down of PDI, ERp44, or ERp57 does not affect the proliferation of attached cells in 2D, but it impairs the anchorage-independent growth of mammospheres. Thus, PDI, ERp44, ERp57, and possibly other PDI family members, help resolve the demand for enhanced ER folding capacity during anchorage-independent growth of cancer cells. Additional insight into the role of ER folding factors in breast cancer progression, as well as validation of our in vitro results, comes from our analysis of the gene expression profiling of CTCs present in the bloodstream of an index breast cancer patient at different time points during the disease progression (see Fig. 1f ; [6] ). In this patient with metastatic breast cancer, disease progression correlated with upregulation of a number of ER folding factors. While the original report highlighted the upregulation of many EMT genes at the time point of disease progression, the gene set enrichment analysis (GSEA) identified the ECM module as the most significantly enriched among the 170 genes upregulated at that time point [6] . The disease progression was accompanied not only by an increased number of CTCs, but also by the appearance of multicellular CTC clusters [6] . The presence of CTC clusters might have been facilitated, in part, by increased production of ECM proteins, increased proliferation of single CTCs, or both. While it is generally believed that CTCs are quiescent and reside at the G0 phase of the cell cycle [64] [65] [66] , CTCs may actually represent a more heterogeneous population with regard to the degree of proliferation [67] . Intriguingly, the mRNA levels of Ki-67 and cyclin D3, an important regulator of the G1/S transition during the cell cycle, also increase in CTCs at the time of disease progression in the patient dataset shown in Fig. 1f , together with ECM genes and ER folding factors [6] . We propose, therefore, that the disease progression in this patient might have marked an exit of CTCs from quiescence and initiation of their proliferation. However, more studies involving larger patient populations, with serial isolations of CTCs, are needed to further validate the apparent correlation between increased expression of ECM and ER quality control genes, disease progression, and enhanced CTC proliferation. Furthermore, to directly test a role of ER quality control genes in metastasis, the mammosphere-based model of anoikis resistance utilized in the current study should be extended into in vivo approaches, such as experimental metastasis assay employing mouse tail vein injection of breast cancer cells with downregulated expression of ER quality control genes. Given the critical role of CTCs in breast cancer metastasis, better understanding of the mechanisms controlling anoikis resistance of cultured cancer cells and CTC survival in vivo should remain a high priority in the field.
